Materials and Methods
Peripheral blood mononuclear cells (PBMCs)were collected from 12 Holstein bull calves. Eight of the calves were previously vaccinated with M. bovis Bacillus Calmette-Guerin (BCG) and the other four served as the non-vaccinated controls. The PBMCs were treated with 10 g of M. bovis purified protein derivative (M. bovis PPD) and 0 or 100 ng/mL of 25(OH)D 3 in cell culture media for 24 hrs. The stimulated PBMCs were sorted by using fluorescence activated cell sorting (FACS) according to surface expression for CD3 (T-cells), CD14 (monocytes), and IgM (B-cells). Relative expression of 1 -OHase, IFN-, IL-17A, and IL-17F mRNA was determined by using RTqPCR. Ribosomal protein S9 was used as the reference gene to normalize the content of mRNA in each sample. The reported expression of each gene is relative to nonstimulated PBMCs. ANOVA was performed using SAS with a model that included effects for treatment and vaccination status. Multiple comparison tests of the means were made using the Tukey-Kramer adjustment. 
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